RNA that was pulled together with FLAG-tag RpoB was isolated and the presence of Ms1 quantified by RT-qPCR. Ms1 was pulled down in the strain with RpoB-FLAG, but not in the wt strain. In addition, no control mRNA -mysA ( A mRNA), rpoC (RNAP ´ subunit mRNA) nor 16S rRNA were pulled down in either the wt or RpoB-FLAG strain.
ϲ
List of Primers
Ec -primers used to amplify sequences from E. coli; Ms -primers used to amplify sequences from M. smegmatis; the identity of the gene that was amplified with a particular primer is included in the name of the primer Primers used for qPCR (5' to 3'):
Ms_Ms1_ F GCCGGAAGAGAAGGCTAGAT Ms_Ms1_ R CGTCCGCTTTTCGAAACTAC these primers amplify both Ms1 and Ms1nb with similar efficiency
CGGGGATTTCACATCTGACT Primers used to amplify template for T7 RNA polymerase in vitro transcription (5' to 3'): E-value is a statistical parameter, which characterizes the significance of an alignment. The lower the E-value, the lower the probability that the alignment is a random result. The Ms1 sRNA candidates were detected by BLASTing (3) the M. smegmatis Ms1 sequence against NCBI nr collection using the default parameters except of Word size that was set to 7 to obtain even less similar sequences. The obtained hits could be divided into two classes according to E-value. The first class contained hits with Evalue < 10 -11
and the corresponding sequences were considered to be Ms1 ϭϭ candidates. Then, there was a large gap in E-value where we did not obtain any hits ). The second class contained hits with E-value > 10 -3 and these were considered unlikely to be Ms1 homologs. The sequences of the Ms1 candidates were then retrieved from the NCBI bacterial genome collection according to BLAST hits genomic loci.
